REMARKS 
Amendments 

Claims 1-37 have been canceled, claim 38 have been amended, and claims 41-47 have 
been added. Upon entry of the amendment, claims 38, 39 and 41-47 will be pending. Support 
for the added claims can be found in the specification, for example, on page 8, lines 25-28; page 
19, lines 19 thru page 21, line 10; Example 1; the Figures; and in the claims as originally filed. 

The foregoing amendments are made solely to expedite prosecution of the application 
and are not intended to limit the scope of the invention. Further, the amendments to the claims 
are made without prejudice to the pending or now canceled claims or to any subject matter 
pursued in a related application. The Applicant reserves the right to prosecute any canceled 
subject matter at a later time or in a later filed divisional, continuation, or continuation-in-part 
application. 

Rejections 

Rejections under 35 U.S.C. §101 

The Examiner has rejected claims 38-40 because the claimed invention is allegedly not 
supported by either a specific or substantial asserted utility or a well-established utility. 

Applicant respectfully traverses the rejection. Amended claim 38 is drawn to a 
transgenic mouse whose genome comprises a null MC3-R allele; said allele comprising the 
sequence of SEQ ID NO: 1; said null allele comprising exogenous DNA, said exogenous DNA 
comprising a gene encoding a visible marker, wherein in a male transgenic mouse said gene is 
capable of expression in the testis. According to 35 U.S.C. § 101, "[w]hoever invents . . . any 
new and useful . . . composition of matter may obtain a patent therefore. ..." 

Under the Patent Office's Utility Requirement Guidelines: 

If at any time during the examination, it becomes readily apparent that the 
claimed invention has a well-established utility, do not impose a rejection based 
on lack of utility. An invention has a well-established utility if (i) a person of 
ordinary skill in the art would immediately appreciate why the invention is useful 
based on the characteristics of the invention (e.g., properties or applications of a 
product or process), and (ii) the utility is specific, substantial and credible . 
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If the applicant has asserted that the claimed invention is useful for any particular 
practical purpose (i.e., it has a "specific and substantial utility") and the assertion 
would be considered credible by a person of ordinary skill in the art , do not 
impose a rejection based on lack of utility . 

(emphasis added)(MPEP § 2107, II (A)(3); II (B)(1)). 
The standard for " credible " is defined as: 

. . . whether the assertion of utility is believable to a person of ordinary skill in the art 
based on the totality of evidence and reasoning provided. An assertion is credible unless 
(A) the logic underlying the assertion is seriously flawed, or (B) the facts upon which the 
assertion is based are inconsistent with the logic underlying the assertion. 

(MPEP 2107.02, III(B)(emphasis added). 

According to the Patent Office's own guidance to Examiners: 

Rejections under 35 U.S.C. 101 have been rarely sustained by federal courts . 

Generally speaking, in these rare cases , the 35 U.S.C. 101 rejection was sustained either 
because the applicant failed to disclose any utility for the invention or asserted a utility 
that could only be true if it violated a scientific principle, such as the second law of 
thermodynamics, or a law of nature , or was wholly inconsistent with contemporary 
knowledge in the art. In re Gazave, 379 F.2d 973, 978, 154 USPQ 92, 96 (CCPA 1967). 
Special care therefore should be taken when assessing the credibility of an asserted 
therapeutic utility for a claimed invention. In such cases, a previous lack of success in 
treating a disease or condition, of the absence of a proven animal model for testing the 
effectivenss of drugs for treating a disorder in humans, should not, standing alone, serve 
as a basis for challenging the asserted utility under 35 U.S.C. 101 . 

(MPEP 2107.02, III(B)(emphasis in original and added). The Guidelines additionally 
provide that: 

There is no predetermined amount or character of evidence that must be provided by an 
applicant to support an asserted utility, therapeutic or otherwise. Rather, the character 
and amount of evidence needed to support an asserted utility will vary depending on what 
is claimed (citations omitted), and whether the asserted utility appears to contravene 
established scientific principles and beliefs , (citations omitted). Furthermore, the 
applicant does not have to provide evidence sufficient to establish that an asserted utility 
is true "beyond a reasonable doubt." (citations omitted). Nor must an applicant provide 
evidence such that it establishes an asserted utility as a matter of statistical certainty . 
Nelson v. Bowler, 626 F.2d 853, 856-57, 206 USPQ 881, 883-84 (CCPA 1980)(reversmg 
the Board and rejecting Bowler's arguments that the evidence of utility was statistically 
insignificant . The court pointed out that a rigorous correlation is not necessary when the 
test is reasonably predictive of the response). 
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(MPEP 2107.02, VII)(emphasis added). 

Thus, according to Patent Office guidelines, a rejection for lack of utility may not be 
imposed where an invention has a well-established utility or is useful for any particular practical 
purpose. The present invention satisfies either standard. 

The present invention has a well-established utility since a person of ordinary skill in the 
art "would immediately appreciate why" knockout mice are useful As a general principle, any 
knockout mouse has the inherent and well-established utility of defining the function and role of 
the disrupted target gene, regardless of whether the inventor has described any specific 
phenotypes, characterizations or properties of the knockout mouse. The sequencing of the 
human genome has produced countless genes whose function has yet to be determined. 

According to the National Institute of Health, knockout mice represent a critical tool in 

studying gene function: 

Over the past century, the mouse has developed into the premier mammalian 
model system for genetic research . Scientists from a wide range of biomedical 
fields have gravitated to the mouse because of its close genetic and physiological 
similarities to humans, as well as the ease with which its genome can be 
manipulated and analyzed. 

In recent decades, researchers have utilized an array of innovative genetic 
technologies to produce custom-made mouse models for a wide array of specific 
diseases, as well as to study the function of targeted genes . One of the most 
important advances has been the ability to create transgenic mice, in which a new 
gene is inserted into the animal's germline. Even more powerful approaches, 
dependent on homologous recombination, have permitted the development of 
tools to "knock out" genes, which involves replacing existing genes with altered 
versions ; or to "knock in" genes, which involves altering a mouse gene in its 
natural location. To preserve these extremely valuable strains of mice and to 
assist in the propagation of strains with poor reproduction, researchers have taken 
advantage of state-of-the-art reproductive technologies, including 
cryopreservation of embryos, in vitro fertilization and ovary transplantation. 

( http://www.genome.gov/pfv.cfhi?pageid ::::: 10005834 Kemphasis added)(copy attached). 
Thus, the knockout mouse has been accepted by the NIH as the premier model for determining 
gene function, a utility that is specific, substantial and credible. 

Knockout mice are so well accepted as tools for determining gene function that the 
director of the NIH Chemical Genomics Center of the National Human Genome Research 



7 



Institute (among others, including Capecchi, Bradley, Joyner, Nagy and Skarnes) has proposed 

creating knockout mice for all mouse genes: 

Now that the human and mouse genome sequences are known, attention has turned 
to elucidating gene function and identifying gene products that might have therapeutic 
value. The laboratory mouse (Mus musculus) has had a prominent role in the study of 
human disease mechanisms throughout the rich, 100-year history of classical mouse 
genetics , exemplified by the lessons learned from naturally occurring mutants such as 
agouti, reeler and obese. The large-scale production and analysis of induced genetic 
mutations in worms, flies, zebrafish and mice have greatly accelerated the understanding 
of gene function in these organisms. Among the model organisms, the mouse offers 
particular advantages for the study of human biology and disease: (i) the mouse is a 
mammal, and its development, body plan, physiology, behavior and diseases have much 
in common with those of humans; (ii) almost all (99%) mouse genes have homologs in 
humans; and (iii) the mouse genome supports targeted mutagenesis in specific genes by 
homologous recombination in embryonic stem (ES) cells, allowing genes to be altered 
efficiently and precisely . 

A coordinated project to systematically knock out all mouse genes is likely to be of 
enormous benefit to the research community, given the demonstrated power of knockout 
mice to elucidate gene function , the frequency of unpredicted phenotypes in knockout 
mice, the potential economies of scale in an organized and carefully planned project, and 
the high cost and lack of availability of knockout mice being made in current efforts. 

(Austin et al., Nature Genetics (2004) 36(9):921-24, 921)(emphasis added)(copy 
attached). 

With respect to amended claims drawn to transgenic mice having a null allele, the 
following comments from Austin are relevant: 
Null-reporter alleles should be created 

The project should generate alleles that are as uniform as possible, to allow efficient 
production and comparison of mouse phenotypes. The alleles should achieve a balance 
of utility, flexibility, throughput and cost. A null allele is an indispensable starting point 
for studying the function of every gene . Inserting a reporter gene (e.g., P-galactosidase 
or green fluorescent protein) allows a rapid assessment of which cell types normally 
support the expression of that gene. 

(p. 922)(emphasis added). 

According to the Molecular Biology of the Cell (Albert, 4 th ed., Garland Science (2002)), 

one of the leading textbooks in the field of molecular biology: 

Extensive collaborative efforts are underway to generate comprehensive libraries of 
mutation in several model organisms including ... the mouse. The ultimate goal in each 
case is to produce a collection of mutant strains in which every gene in the organism has 
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either been systematically deleted, or altered such that it can be conditionally disrupted. 
Collections of this type will provide an invaluable tool for investigating gene function on 
a genomic scale. 

(p. 543)(emphasis added). 

According to Genes VII (Lewin, Oxford University Press (2000)), another well respected 

textbook in the field of genetics: 

The converse of the introduction of new genes is the ability to disrupt specific 
endogenous genes. Additional DNA can be introduced within a gene to prevent its 
expression and to generate a null allele. Breeding from an animal with a null allele can 
generate a homozygous "knockout", which has no active copy of the gene. This is a 
powerful method to investigate directly the importance and function of the gene . 

(p. 508)(emphasis added). 

According to Joyner (Gene Targeting: A Practical Approach, Oxford University Press 

2000): 

Gene targeting in ES cells offers a powerful approach to study gene function in a 
mammalian organism . 

(preface)(emphasis added). 

According to Matise et al. (Production of Targeted Embryonic Stem Cell Clones in 

Joyner, Gene Targeting: A Practical Approach, Oxford University Press 2000): 

The discovery that cloned DNA introduced into tissue culture cells can undergo 
homologous recombination at specific chromosomal loci has revolutionized our ability to 
study gene function in cell culture and in vivo . . . . Thus, applying gene targeting 
technology to ES cells in culture affords researchers the opportunity to modify 
endogenous genes and study their function in vivo . 

(p. 101)(emphasis added). 

According to Crawley (What's Wrong With My Mouse Behavioral Phenotyping of 

Transgenic and Knockout Mice, Wiley- Liss 2000): 

Targeted gene mutation in mice represents a new technology that is revolutionizing 
biomedical research . 

Transgenic and knockout mutations provide an important means for understanding gene 
function , as well as for developing therapies for genetic diseases. 

(p. 1, rear cover)(emphasis added). 
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Research tools such as knockout mice are clearly patentable, as noted by the Patent 

Office: 

Some confusion can result when one attempts to label certain types of inventions 
as not being capable of having a specific and substantial utility based on the 
setting in which the invention is to be used . One example is inventions to be used 
in a research or laboratory setting. Many research tools such as gas 
chromatographs, screening assays, and nucleotide sequencing techniques have a 
clear, specific and unquestionable utility (e.g., they are useful in analyzing 
compounds) . An assessment that focuses on whether an invention is useful only 
in a research setting thus does not address whether the invention is in fact "useful" 
in a patent sense. Instead, Office personnel must distinguish between inventions 
that have a specifically identified substantial utility and inventions whose asserted 
utility requires further research to identify or reasonably confirm. Labels such as 
"research tool," "intermediate" or "for research purposes" are not helpful in 
determining if an applicant has identified a specific and substantial utility for the 
invention. 

(MPEP § 2107.01, 1). As with gas chromatographs, screening assays and nucleotide 
sequencing techniques, knockout mice have a clear, specific and unquestionable utility (e.g., they 
are useful in analyzing gene function). 

In addition, commercial use and acceptance is an important indication that the utility of 
an invention has been recognized by one of skill in the art ("A patent system must be related to 
the world of commerce rather than to the realm of philosophy." Brenner v Manson, 383 U.S. 
519, 148 U.S.P.Q. 689, 696 (1966)). Commercial use of the knockout mice produced by 
Assignee Deltagen has been clearly established. At least two large pharmaceutical companies 
have ordered the presently claimed transgenic mouse. This acceptance more than satisfies the 
practical utility requirement of section 101 as it cannot be reasonably argued that a claimed 
invention which is actually being used by those skilled in the art has no "real world" use. 
(see, for example, Phillips Petroleum Co. v. U.S. Steel Corp., 673 F. Supp. 1278, 6 U.S.P.Q.2d 
1065, 1104 (D. Del. 1987), aff'd, 865 F.2d 1247, 9 U.S.P.Q.2d 1461 (Fed. Cir. 1980)("lack of 
practical utility cannot co-exist with infringement and commercial success); (Lipscomb's Walker 
on Patents, §5:17, p. 562 (1984)("Utility maybe evidenced by sales and commercial demand.") 

Finally, Applicant notes that in the present Office Action, the Examiner rejected the 
claimed invention as obvious under section 103. The Examiner argues that one would have been 
motivated to make the presently claimed mouse. Thus, while the Examiner argues that one 
skilled in the art would have been motivated to make the Applicant's claimed mouse, he also 
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argues that one skilled in the art would not know how to use such a mouse once created. 
Applicant submits that the Patent Office cannot reasonably maintain such contradictory 
positions. 

Applicant submits that since one of ordinary skill in the art would immediately recognize 
the utility of a knockout mouse in studying gene function, a utility that is specific, substantial and 
credible, the invention has a well-established utility, thus satisfying the utility requirement of 
section 101. On this basis alone, withdrawal of the rejection with respect to the present invention 
is warranted, and respectfully requested. 

In addition, the claimed invention is useful for a particular purpose. The Applicant has 
demonstrated and disclosed specific phenotypes of the presently claimed mice, i.e., increased 
passivity. Utility of the claimed knockout mouse would be apparent to, and considered credible 
by, one of skill in the art, as the role of knockout mice in studying the anxiety is both specific 
and substantial. 

The Examiner argues that the phenotypes do not correlate with human disease. The 
Examiner's arguments are similar to arguments made by the Patent Office with respect to 
pharmaceutical compounds the utility of which were based on murine model data, arguments 
which were dismissed by the Federal Circuit in In re Brana (34 U.S.P.Q.2d 1436)(Fed. Cir. 
1995). The case involved compounds that were disclosed to be effective as anti -tumor agents 
and had demonstrated activity against murine lymphocytic leukemias implanted in mice. The 
court ruled that the PTO had improperly rejected, for lack of utility, claims for pharmaceutical 
compounds used in cancer treatment in humans, since neither the nature of invention nor 
evidence proferred by the PTO would cause one of ordinary skill in art to reasonably doubt the 
asserted utility. 

The first basis for the Board's holding of lack of utility (the Board adopted the 
examiner's reasoning without any additional independent analysis) was that the specification 
failed to describe any specific disease against which the claimed compounds were useful, and 
therefore, absent undue experimentation, one of ordinary skill in the art was precluded from 
using the invention. {In re Brana at 1439-40). The Federal Circuit reasoned that the leukemia 
cell lines were originally derived from lymphocytic leukemias in mice and therefore represented 
actual specific lymphocytic tumors. The court concluded that the mouse tumor models 
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represented a specific disease against which the claimed compounds were alleged to be effective. 
(In re Brana at 1440). 

The Board's second basis was that even if the specification did allege a specific use, the 
applicants failed to prove that the claimed compounds were useful. 

The Federal Circuit responded: "[A] specification disclosure which contains a teaching of 
the manner and process of making and using the invention in terms which correspond in scope to 
those used in describing and defining the subject matter sought to be patented must be taken as in 
compliance with the enabling requirement of the first paragraph of Section 1 12 unless there is 
reason to doubt the objective truth of the statements contained therein which must be relied on 
for enabling support." {Brana at 1441, citing In re Marzocchi, 439 F.2d 220, 223, 169 USPQ 
367, 369 (CCPA 1971)). From this it followed that the PTO has the initial burden of 
challenging a presumptively correct assertion of utility in the disclosure. Only after the PTO 
provides evidence showing that one of ordinary skill in the art would reasonably doubt the 
asserted utility does the burden shift to the applicant to provide rebuttal evidence sufficient to 
convince such a person of the invention's asserted utility. (Id.) 

The court held that the Patent Office had not met its burden. The references cited by the 
Board did not question the usefulness of any compound as an antitumor agent or provide any 
other evidence to cause one of skill in the art to question the asserted utility of applicants' 
compounds. Rather, the references merely discussed the therapeutic predictive value of in vivo 
murine tests — relevant only if the applicants were required to prove the ultimate value in 
humans of their asserted utility . The court did not find that the nature of the invention alone 
would cause one of skill in the art to reasonably doubt the asserted usefulness. The purpose of 
treating cancer with chemical compounds did not suggest an inherently unbelievable undertaking 
or involve implausible scientific principles . (Id.) 

The Court concluded that one skilled in the art would be without basis to reasonably 
doubt the asserted utility on its face. The PTO had not satisfied its initial burden. Accordingly, 
the applicants should not have been required to substantiate their presumptively correct 
disclosure to avoid a rejection under the first paragraph of Section 1 12. (Id.) 

As in Brana, Applicant has asserted that the claimed invention is useful for a particular 
practical purpose, an assertion that would be considered credible by a person of ordinary skill in 
the art. As discussed above, the claimed mice have demonstrated specific phenotypes. The 
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acceptance among those of skill in the art of knockout mice demonstrating such properties is 
clearly demonstrated. 

Definitive proof that the phenotypes observed in the null mouse would be the same as 
those observed in humans is not a prerequisite to satisfying the utility requirement. It is enough 
that the claimed mouse demonstrates phenotypes, relative to a wildtype control mouse, and that 
knockout mice are recognized in the art as models for determining gene function. As noted by 
Austin et al.: 

Among the model organisms, the mouse offers particular advantages for the study of 
human biology and disease: (i) the mouse is a mammal, and its development, body plan, 
physiology, behavior and diseases have much in common with those of humans ; (ii) 
almost all (99%) mouse genes have homologs in humans ; and (iii) the mouse genome 
supports targeted mutagenesis in specific genes by homologous recombination in 
embryonic stem (ES) cells, allowing genes to be altered efficiently and precisely. 

(p. 921)(emphasis added). 

In addition, as pointed out by Doetschman, one clearly skilled in the art, {Laboratory 

Animal Science 49:137-143, 137 (1999)(copy attached), the phenotypes observed in mice do 

correlate to gene function: 

The conclusions will be that the knockout phenotypes do, in fact, provide accurate 
information concerning gene function . . . 

(emphasis added). 

In Brana, the claimed compound had demonstrated activity against a murine tumor 
implanted in a mouse. Yet, the Federal Circuit found that utility had been demonstrated. Here, 
the invention relates to a disruption in a murine gene in a mouse. Like the tumor mouse model, 
the knockout mouse with a specific gene disrupted is a widely accepted model, the utility of 
which would be readily accepted in the art. It is submitted that one skilled in the art would be 
without basis to be reasonably doubt Applicant's asserted utility, and therefore the Examiner has 
not satisfied the initial burden. 

In addition, the claimed transgenic mice are useful for studying gene expression. The 
mice within the scope of claim 38 contain a visible marker such as lacZ. Their use in studying 
gene expression is clearly recognized by those skilled in the art: 
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Null-reporter alleles should be created 

The project should generate alleles that are as uniform as possible, to allow efficient 
production and comparison of mouse phenotypes. The alleles should achieve a balance 
of utility, flexibility, throughput and cost. A null allele is an indispensable starting point 
for studying the function of every gene. Inserting a reporter gene (e.g., ff-galactosidase 
or green fluorescent protein) allows a rapid assessment of which cell types normally 
support the expression of that gene . 

(Austin et al., Nature Genetics (2004) 36(9):921-24, 922)(emphasis added)(copy 
attached). Applicant reminds Examiner that a claimed invention need only satisfy one of its 
stated objectives to satisfy the utility and enablement requirements. 

In summary, Applicant submits that the claimed transgenic mouse, regardless of any 
disclosed phenotypes, has inherent and well-established utility in the study of the function of the 
gene, and thus satisfies the utility requirement of section 101. Moreover, Applicant believes that 
the transgenic mice are useful for studying MC3-R gene function with respect to the cited 
phenotypes as well as studying gene expression; and are therefore useful for a specific practical 
purpose that would be readily understood by and considered credible by one of ordinary skill in 
the art. 

In light of the arguments set forth above, Applicant does not believe that the Examiner 
has properly established a prima facie showing that establishes that it is more likely than not that 
a person of ordinary skill in the art would not consider that any utility asserted by the Applicant 
would be specific and substantial. {In re Brana; MPEP § 2107). 

Withdrawal of the rejections is respectfully requested. 

Rejection under 35 U.S.C. § 112, first paragraph 

The Examiner has rejected claims 38-40 because one skilled in the art would allegedly 
not know how to use the claimed invention as a result of the alleged lack of either a specific or 
substantial asserted utility or a well-established utility for the reasons set forth in the utility 
rejection. Applicants respectfully traverse the rejection. For the reasons set forth above, the 
claimed invention satisfies the utility requirement. Therefore, one skilled in the art would know 
how to use the invention. Applicant respectfully requests withdrawal of the rejection. 

Rejection under 35 U.S.C. § 112, second paragraph 
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Claims 38-40 stand rejected on the ground of indefmiteness. Applicant submits that the 
claims as amended address the Examiner's remarks. Withdrawal is respectfully requested. 

Rejection under 35 U.S.C. § 102(a) 

Claims 38-40 were rejected as being anticipated by Butler, which is cited as disclosing 
mice having a homozygous MC3-R gene. 

The invention, as claimed, is drawn to a composition of matter: a transgenic mouse 
having a null allele. The application claims priority to U.S. Provisional Application No. 
60/218,074, filed July 12, 2000; and U.S. Provisional Application No. 60/243,958, filed October 
26, 2000. Since the earliest priority filing date of the application (July 12, 2000) predates the 
publication date of Butler (September 2000), Butler is not prior art to the present invention and 
therefore cannot anticipate it. Withdrawal is respectfully requested. 

Although not prior art to the claimed invention, Butler represents evidence that 
Applicant's claimed invention is actually being used by one skilled in the art. It cannot be 
reasonably argued that the present invention fails to satisfy the utility and enablement 
requirements when there is evidence of actual use . 

Rejection under 35 U.S.C § 103(a) 

Claims 38-40 stand rejected as being obvious over Butler in view of Desarnaud, which is 
cited as teaching SEQ ID NO:l. 

As stated above, Butler is not prior art to the present invention, being published after the 
priority filing date of Applicant's application. Deasarnaud does not provide a suggestion or the 
motivation to make the claimed invention. Therefore, the claimed invention would not have 
been obvious. Withdrawal is respectfully requested. 

In view of the above amendments and remarks, Applicant respectfully requests a Notice 
of Allowance. If the Examiner believes a telephone conference would advance the prosecution 
of this application, the Examiner is invited to telephone the undersigned at the below-listed 
telephone number. 
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The Commissioner is hereby authorized to charge any deficiency or credit 
overpayment to Deposit Account No. 13-2725. 
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Background on Mouse as a Model Organism 

Over the past century, the mouse has developed into the premier mammalian model system 
for genetic research. Scientists from a wide range of biomedical fields have gravitated to the mouse 
because of its close genetic and physiological similarities to humans, as well as the ease with which 
its genome can be manipulated and analyzed. 

Although yeasts, worms and flies are excellent models for studying the cell cycle and many 
developmental processes, mice are far better tools for probing the immune, endocrine, nervous, 
cardiovascular, skeletal and other complex physiological systems that mammals share. Like humans 
and many other mammals, mice naturally develop diseases that affect these systems, including 
cancer, atherosclerosis, hypertension, diabetes, osteoporosis and glaucoma. In addition, certain 
diseases that afflict humans but normally do not strike mice, such as cystic fibrosis and Alzheimer's, 
can be induced by manipulating the mouse genome and environment. Adding to the mouse's appeal 
as a model for biomedical research is the animal's relatively low cost of maintenance and its ability to 
quickly multiply, reproducing as often as every nine weeks. 

Mouse models currently available for genetic research include thousands of unique inbred 
strains and genetically engineered mutants. There are mice prone to different cancers, diabetes, 
obesity, blindness, Lou Gehrig's disease, Huntington's disease, anxiety, aggressive behavior, 
alcoholism and even drug addiction. Immunodeficient mice can also be used as hosts to grow both 
normal and diseased human tissue, a boon for cancer and AIDS research. 

In the early days of biomedical research, scientists developed mouse models by selecting and 
breeding mice to produce offspring with the desired traits. Researchers also learned to produce 
useful, new models of genetic disease quickly and in large numbers by exposing mice to DNA- 
damaging chemicals, a process known as chemical mutagenesis. 

In recent decades, researchers have utilized an array of innovative genetic technologies to 
produce custom-made mouse models for a wide array of specific diseases, as well as to study the 
function of targeted genes. One of the most important advances has been the ability to create 
transgenic mice, in which a new gene is inserted into the animal's germline. Even more powerful 
approaches, dependent on homologous recombination, have permitted the development of tools to 
"knock out" genes, which involves replacing existing genes with altered versions; or to "knock in" 
genes, which involves altering a mouse gene in its natural location. To preserve these extremely 
valuable strains of mice and to assist in the propagation of strains with poor reproduction, researchers 
have taken advantage of state-of-the-art reproductive technologies, including cryopreservation of 
embryos, in vitro fertilization and ovary transplantation. 

The Jackson Laboratory, a publicly supported national repository for mouse models in Bar 
Harbor, Maine, has played a crucial role in the development of the mouse into the leading model for 
biomedical research. Established in 1929, the non-profit center pioneered the use of inbred laboratory 
mice to uncover the genetic basis of human development and disease. In fact, the famous "Black 6" 
or C57BL/6J mouse strain whose genome is the focus of the landmark sequencing effort was 
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developed in the early 1920s by The Jackson Laboratory founder Clarence Cook Little. 

Today, researchers at The Jackson Laboratory pursue projects in areas that include cancer, 
development and aging, immune system and blood disorders, neurological and sensory disorders, and 
metabolic diseases. Informatics researchers work with the public sequencing consortium to curate 
and integrate the sequenced mouse genome data with the wealth of biological knowledge collected in 
Jackson's Mouse Genome Informatics resource. 

In addition, The Jackson Laboratory distributes 2,700 different strains and stocks as breeding 
mice, frozen embryos or DNA samples. In FY 2002 alone, the lab supplied approximately 2 million 
mice to the international scientific community. 

Listed below is a sampling of mouse models developed and/or distributed by The Jackson 
Laboratory, along with brief descriptions of the human diseases they are helping scientists to 
understand: 

• Down Syndrome - One of the most common genetic birth defects in humans, 
occurring once in every 800 to 1,000 live births, Down syndrome results from an extra copy of 
chromosome 21, an abnormality known as trisomy. The Ts65Dn mouse, developed at The Jackson 
Laboratory, mimics trisomy 21 and exhibits many of the behavioral, learning, and physiological 
defects associated with the syndrome in humans, including mental deficits, small size, obesity, 
hydrocephalus and thymic defects. This model represents the latest and best improvement of Down 
syndrome models to facilitate research into the human condition. 

• Cystic Fibrosis (CF) - The Cftr knockout mouse has helped advance research into 
cystic fibrosis, the most common fatal genetic disease in the United States today, occurring in 
approximately one of every 3,300 live births. Scientists now know that CF is caused by a small 
defect in the gene that manufactures CFTR, a protein that regulates the passage of salts and water in 
and out of cells. Studies with the Cftr knockout have shown that the disease results from a failure to 
clear certain bacteria from the lung, which leads to mucus retention and subsequent lung disease. 
These mice have become models for developing new approaches to correct the CF defect and cure 
the disease. 

• Cancer - The p53 knockout mouse has a disabled Trp53 tumor suppressor gene that 
makes it highly susceptible to various cancers, including lymphomas and osteosarcomas. The mouse 
has emerged as an important model for human Li-Fraumeni syndrome, a form of familial breast 
cancer. 

• Glaucoma - The DBA/2J mouse exhibits many of the symptoms that are often 
associated with human glaucoma, including elevated intraocular pressure. Glaucoma is a debilitating 
eye disease that is the second leading cause of blindness in the United States. 

• Type 1 Diabetes - This autoimmune disease, also known as Juvenile Diabetes, or 
Insulin Dependent Diabetes Mellitus (IDDM), accounts for up to 10 percent of diabetes cases. Non- 
obese Diabetic (NOD) mice are enabling researchers to identify IDDM susceptibility genes and 
disease mechanisms. 

• Type 2 Diabetes - A metabolic disorder also called Non-Insulin Dependent Diabetes 
Mellitus (NIDDM), this is the most common form of diabetes and occurs primarily after age 40. The 
leading mouse models for NIDDM and obesity research were all developed at The Jackson 
Laboratory: Cp/ at , Lep ob , Lepr db and tub. 

• Epilepsy - The "slow-wave epilepsy," or swe, mouse is the only model to exhibit both 
of the two major forms of epilepsy: petit mal (absence) and grand mal (convulsive). It shows 
particular promise for research into absence seizures, which occur most often in children. 

• Heart Disease - Elevated blood cholesterol levels and plaque buildup in arteries within 
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three months of birth (even on a low- fat diet) are characteristics of several experimental models for 
human atherosclerosis: the Apoe knockout mouse and C57BL/6J. 

• Muscular Dystrophy - The Dmd mdx mouse is a model for Duchenne Muscular 
Dystrophy, a rare neuromuscular disorder in young males that is inherited as an X-linked recessive 
trait and results in progressive muscle degeneration. 

• Ovarian Tumors - The SWR and SWXJ mouse models provide excellent research 
platforms for studying the genetic basis of ovarian granulosa cell tumors, a common and very serious 
form of malignant ovarian tumor in young girls and post-menopausal women. 

Contact: Geoff Spencer NHGRI Phone: (301) 402-0911 

Last Reviewed: September 2004 
Top of page 
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The Knockout Mouse Project 

Mouse knockout technology provides a powerful means of elucidating gene function in vivo t and a publicly available 
genome-wide collection of mouse knockouts would be significantly enabling for biomedical discovery. To date, published 
knockouts exist for only about 10% of mouse genes, Furthermore, many of these are limited in utility because they have 
not been made or phenotyped in standardized ways, and many are not freely available to researchers. It is time to harness 
new technologies and efficiencies of production to mount a high-throughput international effort to produce and 
phenotype knockouts for all mouse genes, and place these resources into the public domain. 



Now that the hitman and mouse genome 
sequences are known *"\ attention has turned 
to elucidating gene function and identifying 
gem products (hat might have therapeutic 
value. The laboratory mouse (Mm musctilat) 
has had a prominent role in the study of 
human duease mechanisms throughout the 
rich, 100- year history of classical mouse genet- 
ics, exemplified by the lessons learned from 
naturally occurring mutants such as agouti*, 
rcder* and obese 5 . The large-scale production 
and analysis; of induced genetic mutations in 
warms, flies, itebrafish and mice have greatly 
accelerated the understanding of gene function 
in these organisms, Among the mode! organ- 
isms, the mouse otters particular advantages 
for the study of human biology and disease: (i) 
the mouse U a mamni&L and its development, 
body plan, physiology, behavior and disease* 
have much in common with those of humans; 
(it) almost alt (99%) mouse genes have 
homology in humarti; and fin) the mouse 
genome supports targeted mutagenesis in spe- 
cific genes by homologous recombination in 
embryonic cum (ES) cells, allowing genes to be 
altered efficiently and precisely. 

The ability to disrupt, or knock out, a spe- 
cific gene in KS cells and mice was developed 
in the late 1980s { ret 7), and the use of knock- 
out mice has led to many insights into human 
biology and disease*" M . Current technology 
also permits insertion of Veponer' gene* into 
the knocked-out gene, which can then be 
used to determine the temporal and spatial 



Tht Comptthcmiiv Ktrntkeut Moutc 
Pra/ecr Cpmortium* 

•Atithars and their affiluitwm are. listed at the 
cmt of the paper. 



expression pattern of the knocked-out gene in 
mouse tissues. Such marking of cells by a 
reporter gene facilitates the identification of 
new cell types according to their gene expres- 
sion patterns and allows further characteriza- 
tion of marked tissue* and single cells. 

Appreciation of the power of mouse genet* 
ics to inform the study of mammalian physi- 
ology and disease, coupled with the advent of 
the mouse genome sequence and the ease of 
producing mutated alleles, has catalyzed pub- 
lic and private sector initiatives to produce 
mouse mutants on a large scale, with the goal 
of eventually knocking out a substantial por- 
tion of the mouse genome Large-scale* 
publicly funded gene- trap programs have 
been initialed in several countries, with the 
Inter nation al Gene Trap Consortium coordj- 
natingcemin efforts and resources 14 "' 7 . 

Despite these efforts, the total number of 
knockout mice described in the literature is 
relatively modest, coir espondmg to only - 10% 
of the -25,000 mouse genes. The curated 
Mouse Knockout & Mutation Database lists 
2,669 unique genes (C Rathbone* personal 
communication)) the curated Mouse Genome 
Database lists 2,&47 unique genes> and an 
analysts at Lexicon Generics identified 2,492 
unique genes (B.Z., unpublished data). Most 
of these knockouts arc not readily available to 
scientists who may want to use them in their 
research; for example, only 415 unique gene.* 
are represented as targeted mutations in the 
Jackson Laboratory's Induced Mutant 
Resource database (S. Rock wood, personal 
communication). 

The converging interests of multiple .mem* 
bcrs of the genomics community ted to a meet- 
ing to discuss the advisability and feasibility of 



a dedicated project to produce knockout alkies 
for all mouse genes and place them into the 
public domain. The meeting took place from 
30 September to 1 October 2003 at the 
Banbury Conference Center at Cold Spring 
Harbor Laboratory. The attendees of the meet- 
ing are the au thors of this paper. 

Is a systematic project warranted? 

A coordinated project to systematically knock 
out all mouse genes is likely to be of enormous 
benefit to the research community, given the 
demonstrated power ofknockout mice to eluci- 
date gene function, the frequency of Mispre- 
dicted ithenotypcs in knockout mice, the 
potential economies of scale in an organ lied 
and carefully planned project, and the high cost 
and lack of availability of knockout mice being 
made in current efforts. Moreover, implement- 
ing such a systematic and compreheitsive plan 
will greatly accelerate the translation of genome 
sequences into biological insights, Knockout ES 
cells and mice currently available from the pub- 
lic and private sectors should be incorporated 
into the genome-wide initiative as much as 
possible, although some may be need to be pro- 
duced again if they were made with suboptimal 
methods (e+$, not including a marker) or if 
their use is restricted by intellectual property or 
other constraints. The advantages of such a sys- 
tematic and coordinated effort include efficient 
production wiih reduced cost*; uniform use of 
knockout methods, allowing for more compa- 
rability between knockout mice; and ready 
access to mice, their derivatives and data to all 
researchers without encumbrance. Solutions to 
the logistical, organizational and informatics 
issues associated with producing, characteriz- 
ing and distributing such a large number of 
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FifUrt 1 Structure at resource production in the proposed KOMP. Using the mouse genome sequence 
as a foundation, knockout afletes in ES a\h will be produced for ail genes. A subset of ES ceil 
knockouts will be used each year lo produce knockout mice, Cetermifve Ute e^jwession pattern ot the 
targeted gene m a variety of tissues and carry cut screening-level (Tier 1) phenotyping. In a subset of 
mouse lines, transcnp*ome analysis and more detailed system-specific (Tier 2) phenotyping will i>e 
done. Finally, specialised pher»ctyping win be done on a smaller number of mouse lines with 
particularly interesting pheirotypes. AH stages occur within the purview of the KOMP except tor the 
specialized iprienoivprng, which will occur in individual laboratories with particular expertise. 



mice will draw from the experience of related 
projects in the private sector and in academta, 
which have made or phenoryped hundreds of 
knockout mice using a variety of techniques, 
t/rssom learned from these projects include the 
need for redundancy at each step to mitigate 
pipeline bottlenecks and the need for robust 
informatics systems to track die production* 
analysis* maintenance and distribution of thou- 
sands of targeting constructs, ES ceUs and mice. 

Null-reporter allele* should be created 
The project should gene rate alleles that are 
as uniform as possible, to allow efficient pro- 
duction and comparison of mouse pheno- 
tjf'pes. The alleles should achieve a balance of 
utility* flexibility, throughput and cost. A 
null allele ts An indispensable starting point 
for studying the function of every gene. 
Inserting a reporter gene (e.g., (3-galactosi- 
dase or green fluorescent protein) allows a 
rapid assessment of which cell types nor- 
mally support the expression of that gene. 
There fore, we propose to produce a null* 
reporter allele for each gene. Making each 
mutation conditional in nature by adding 
ci5-clcmenu U.g„ /wtP or FRT sites) would 



be desirable, but we do not advocate this as 
part of the mutagenesis strategy unless the 
technological limitations currently associ- 
ated with generating conditional targeted 
mutation* on a large scale and in a cost- 
effective manner can be overcome, 

A combination of method* should he used 
Various methods can be used to create 
mutated allele*, including gene targeting, 
gervc trapping and RNA interference. 
Advantages of conventional gene targeting 
include flexibility in design of alleles, lack of 
limitation to integration hot spots, reliability 
for producing complete loss -of-fu net ion alle- 
les, ability to producer reporter knock* ins and 
conditional alleles, and ability to target splice 
variants and alternative promoters. BAO 
based tajgeting has the potential advantages 
of higher recombination efficiencies and flex- 
ibility for producing complex mutated alle- 
les 1 *. Gene trapping is rapid is co«t-erfcctivc 
and produces: a large variety of insertiaruti 
mutations throughout the genome but can be 
somewhat less flexible 17,1 ** 21 . There is uncer- 
tainty regarding the percentage of gene traps 
that produce a true mil allele and the fraction 



of the genome that can ultimately be covered 
by genc-trap mutation*. Trapping is not 
entirely random but shows preference for 
larger transcription units and genes more 
highly expressed in ES cells. In recent studies, 
gene trapping was estimated to potentially 
produce null alleles for 50-60% of all genes, 
perhaps more if a variety of geaeHrap vectors 
with different insertion characteristics is 
used 17 ** 1 . RNA interference offers enormous 
promise for analysis of gene function in 
mice 22 but is not yet sufficiently developed for 
large-scale production of gene modifications 
capable of reliably producing true null alleles. 
Both gene-targeting and gene- trapping meth- 
ods are suitable for producing large numbers 
of knockout alleles, and, given their complc* 
meiiUry advantages, a combination of these 
methods should be used to produce the 
genome- wide collection ofrtuU-reporter alk* 
les most efficiently. 

What should the deliverables be? 

A genome-wide knockout mouse project 
could deliver to the research community a 
trove of valuable reagents and data, including 
targeting and trapping constructs and vec- 
tor*, mutant ES cell lines, live mice, froi.cn 
sperm, frozen embryos, phenoiypie data at a 
variety of levels and detail, and a database 
with data vtsuAliration and mining tools. At a 
minimum, we believe that a comprehensive 
genome-wide resource of mutant ES cell lines 
from an inbred strain, each with a different 
gene knocked out, should be produced and 
made available to the community. Choosing 
an inbred line (129/SvEvTac or C57BU6|)» 
and evaluating the alternative of using F, ES 
celts and tetraploid aggregation to provide 
potential time saving}, merits additional sci- 
entific review and discussion 2 * 54 . ES cells 
should be converted into mice at a rate con- 
sistent with project funding and the ability of 
the worldwide scientific community to ana- 
lyze them, Although the value and coat-cflec* 
liveness of systematically characterizing the 
mice is a matter of debate, a limited set of 
broad and cost -effective screens, probably 
including assessment of developmental 
lethality, physical examination, basic blood 
tests, and hJstochemical analysis of reporter 
gene expression, would be useful. More 
detailed pheno typing* based on findings 
from the initial screen or existing knowledge 
of the gene's function, could be done at spc- 
cialized center*. All ES cell clones and mice 
(as frozen embryos or sperm) should be 
available to any researcher at minimal cost, 
and all mouse phenotyping and reporter 
expression data should be deposited into a 
public database. 
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In determining how to implement the pro- 
feel, utility to the research community should 
be the staudard for judging value Each step 
after ES cell generation (1$, mouse creation, 
breedings expression analyst*, phenotyping) 
will make the resource useful to more 
researchers but will also increase coiLs and sci* 
entitle complexity. Wc therefore advocate a 
'pyramid' structure for the project (Fig. 1), At 
the base of the pyramid is the genome-wide 
collection of mutant ES cell* for every mouse 
gene. Over time, a subset of these mutant ES 
celb should he made into mice and character* 
ited with an initial phenotype screen (Tier I; 
Fig, 1) and analysis of tissue reporter-gene 
expression. A subset of the** line* should be 
profiled by mieroarray analysts* and a subset of 
these profited by system- specific (Tier 2) phe- 
notyping, based on the results of the Tier 1 
phenotyping, array studies, existing knowl- 
edge of the gene's function and the gene's tissue 
expression pattern. With time, the upper tiers 
of the pyramid will be fitted out, eventually 
transforming the pyramid into a cube, with 
information of all types available for all genes. 

This project will require the resolution of 
numerous intellectual property claims involv- 
ing the production and use of knockout m ice. 
To deal with the existing patents that cover 
the technologies and processes involved in the 
production of mutant mice* we suggest that a 
'patent pool', such as that used in the semi- 
conductor industry 25 , should be generated. 
Several individuals who represent entities that 
control patents on mouse knockout technolo- 
gies are authors on this paper, and they agree 
with this approach, We also agree that any 
mutant ES cells or mice produced ihould be 
placed immediately in the public domain. 

Mechanisms and costs 

ES cell production. Automated knockout 
const met and ES cell production should be 
carried out in coordinated centers to ensure 
efficiency and uniformity. We estimate that 
most known mouse genes could be knocked 
out in ES cetU within 5 years, using a combina- 
tion of gene "trapping And gene- targeting tech- 
niques, One trapping can produce a large 
number of mutated alleles quickly* but its 
progress should be monitored closely to deter- 
mine when its yield of new genes diminishes 17 
and, therefore* when targeting should be 
increasingly relied on. As large-scale trapping 
projects have already defined gene classes that 
probably cannot he knocked out by trapping 
(rjf., slngle-exon CPCIU genes that are not 
expressed in ES cells), we propose that target- 
ing begin on those classes immediately All ES 
cells should be made available to the research 
community, because this collection itself 



would be a valuable resource. fcfforts in the 
public and private sectors haw already 
knocked out many genes in ES cells, and, to the 
degree that the alleles produced fit the pre- 
scribed characteristics (i.e., null alleles with a 
reporter) and are available, every effort should 
be made to incorporate these into the planned 
public resource. Costs for generating this part 
of the resource: were estimated at between 
$9-1 1 million/year for five years (these and all 
subsequent figures are direct costs). 

Mouse production. The subset of ES cells 
made into mice each year should be chosen by 
a peer-review process. Central faciEtties for 
high- efficiency mouse production, genotyp- 
ing, breeding, maintenance and archiving 
should he funded, to take advantage of effi- 
ciencies of scale in mouse creation and distri- 
bution. Researchers could apply to produce 
groups of mice outside the centers, as long as 
ihey meet the cost specifications of the pro* 
gram. All mice should be made available 
immediately to lescarchcrs as frozen embryos 
or sperm, for nominal distribution cost. An 
initial target of 500 new mouse lines per year 
would double the current rate at which new 
genes are knocked out in the public sector; wc 
feel thai this rate is within the capacity of the 
biomedical research community worldwide 
to absorb and analyse, We estimated the ini- 
tial cost of this level of mouse production to 
be $12,3-15 million per year- 
Reporter tissue expression analysis. 
Approximately 30 tissues from adult and 
developmental stages should be sampled to 
cover the main organ systems. Analysis meth- 
ods should be customised to the organ system 
and marker, and a searchable database of the 
sites of gene expression, and the images show- 
ing them, should be produced. Centers to 
carry uut these analyses and data cu ration 
should be selected by peer review. We esti- 
mated the cost of this: component for 500 
mouse lines to be $2.5-5 million per year, 
depending on ho w much tissue sectioning and 
celt-level analysis is done. 

Phenotyping, Tier 1 phenotyping should 
be a tow-cost screen for dear phenotypes and 
should be done on all mouse lines produced. 
Tier ! should include home-cage observation, 
physical examination, blood hematological 
and chemistry profiles, and skeletal radi- 
ographs. The centers producing the mice 
should carry out the Tier I analyses, at an est i - 
mated cost of S2.5 million per year for 500 
lines. Selected lines, chosen on the basis of 
findings from Tier 1 phenotyping, tissue 
expression patterns, micro array data and the 
scientific liter aru re, should undergo more 
detailed and system -focused Tier 2 phenotyp- 
ing. Tier 2 phenotyping should be done in 



specialized phenotyping centers, akin to those 
already in operation for phenotyping of mice 
produced by ENU mutagenesis. All Tier 1 and 
Her 2 phenotyping should be done on a uni- 
form g.en«ltc background by dedicated groups 
of individuals In single locations, to facilitate 
consistency and cross-comparison of results 
among different mouse lines. All Her I and 
Tier 2 phenotyping results should be 
deposi ted into a central project database freely 
acccssibk to the research community. More 
detailed and specialized phenotyping could be 
done by individual researchers in their own 
laboratories; deposition of this more detailed 
phenotype data would be encouraged 

Traja&criptome analysis. Transcriptome 
profiling of tissues from each knockout line, 
collected in a uniform way across all mice and 
tis&Ues and placed into a searchable relational 
database, would add substantially to the set- 
entitle value of the project, though it would 
also add considerably to its cosl 
Transcriptome analysis should therefore be 
done on a subset of mice, chosen by peer 
review. We estimate that, with the best cur- 
rently available array technology, an analysis 
often tissues would cost -SlS^CC per line. 

Cone fusions 

This project, tentatively named the Knockout 
Mouse Project (KOMP), will be a crucial step 
in harnessing the power of the genome to 
drive biomedical discovery. By creating a 
publicly available resource of knockout mice 
and phenotypic data, KOMP will knock 
down barriers for biologists to use mouse 
genetics in their research. The scientific con- 
sensus that wc achieved — (hat a dedicated 
project should be undertaken to produce 
mutant mice for all genes and place them 
into the public domain — is important but is 
only the beginning, Implementation of these 
recommendations will require additional 
input from the greater scientific community, 
including those responsible for program* 
mstic direction and financial support of bio- 
medical research in the public and private 
sectors. This ambitious and historic initiative 
must ht Carried out as a collaborative effort 
of the worldwide scientific community, so 
that alt can contribute their skills, and all can 
benefit. International discussions among sci- 
entific and programmatic staffs since the 
Banbury meeting at Cold Spring Harbor, in 
both the public and private sectors, have 
shown that there 1$ great enthusiasm and 
commitment to this vision. The next step for 
KOMP will be to move this visionary plan 
from conceptual 17. an on to implementation, 
with an urgency befitting the benefits it wilt 
bring to science and medicine. 
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Special Topic Overview 

Interpretation of Phenotype in 
Genetically Engineered Mice 



Thomas Bootschman 

Background attd Purpose; In mice, genetic engineering involves two general approaches— addition of an ex- 
ogenous gene, resulting in transgenic mice, and uso of knockout mice, which havo a targeted mutation of an 
endogenous gene. The advantages of these approaches is that questions can be asked about the function of a 
particular gone in a living mammalian organism, taking into account interactions among cells, tissues, and 
organs under normal disease, injury, and stress situations. 

Me/Wtf: Review of the literature concentrating principally on knockout mice and questions of unexpected 
phenotypes, lack of phenotype, redundancy, and effect of genetic background on phenotype will be discussed, 

Conclusion; There is little gene redundancy in mammaLs; knockout phenotypes exist even if none are imme- 
diately apparent; and investigating phenotypes in colonies of mixed genetic background may reveal not only 
more phenotypes, but also may lead to better understand ing of the molecular or cellular mechanism underly- 
ing the phenotype and to discovery of modifier gene(s). 



One often hears the comment that genetically engineered 
mice, especially knockout mice, are not useful because they 
frequently do not yield the expected phenotype., or they dont 
seem to have any phenotype. These expectations are often 
based on years of work, and in sotm instances, thousands of 
publications of mostly in vitro studies, Examples of unex- 
pected phenotypes, based largely on experience with trans- 
forming growth factor beta (Tgfb) and basic fibroblast 
growth factor {Fgft) knockout and transgenic mice, will be 
presen ted to discuss passible reasons for unexpected knock- 
out phenotypes. The conclusions will be that the knockout 
phenotypes do, in fact, provide accurate information con- 
cerning gene function, that we should let the unexpected 
phenotypes lead us to the specific cell, tissue, organ culture, 
and whole animal experiments that are relevant to the func- 
tion, of the gmm m question, and that the absence of pherto* 
type indicates that we have not discovered where or how to 
look for a phenotype, 

Before entering into how one should interpret unexpected 
knockout phenotypes and how one should deal with lack of 
knockout phenotypes, it is necessary to give a brief introduc- 
tion into how knockout mice are made. For detailed informa- 
tion, the following reviews are suggested {1-4). Transgenic 
technology has had a long history; thus, an introduction to 
that technology will not he given here. Rather, the following 
reviews are suggested (5, 6). At this juncture, it should be 
noted that, although transgenic vertebrates ranging from 
fish to bovicLs have been produced, knockout technology \rm 
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to date been successful only in mice, even though embryonu 
stem CBS) cells have been produced from several other spe- 
cies, including hamster (7), rat (8), rabbit (9, 10), pig 
bovine {14, 15), and zebrafish (16}. Consequently, the entire 
discussion will be focused on mice. 

Knockout mice are generated by the injection geneti- 
cally engineered or gene-targeted ES cells into a mouse bias 
tocyst to generate a chimeric embryo, which in turn can pm 
on the engineered gene to its offspring. ES cell lines are es 
tablished from the inner cell mass of a mouse blastocyst, s< 
that when injected into blastocysts, the ES cells can incor- 
porate into the inner cell mass of the recipient blastocysts 
thereby chimeriaing them. Subsequent to transfer of the chi 
merie blastocysts into uteri of pseudopregitant mice, chi 
meric mice are bora, If the gertnline of a chimeric mouse ii 
colonized by cells derived from the injected ES cells, the chi 
roera is termed a "germfine" chimera. Some of the offspring 
of the garailiite chimeras will then cany the engineeret 
gene in their genomes. Gene targeting in ES cells uses thi 
ES cell&' BNA repair apparatus to bring about homologous 
recombination between an exogenous DKA fragment trans 
fected into the ES cell and its homologous region in the ge 
nome. Homologous recombination usually results ii 
replacement of the endogenous region with the. exogenou? 
fragment, thereby altering the endogenous gene in i 
prespecitied manner. There are many variations on this pro 
cedure by which genes can bet altered not only to ablate func 
tion, but alao to make more subtle mutations (17-19). Sucl 
procedures can be used to introduce point mutations, re 
move specific splicing products, switch isoforms, and human 
ue genes. In addition, technology has recently beei 
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developed to make conditional and inducible knockouts in 
which gene function is ablated either in a developments lly 
specified tissue (20-22) or in an inducible maimer (23-26). 
These techniques, though exciting, will not he further dis- 
cussed. 

Extensive nonredundancy in the family: Sev- 

eral thousand coll culture studies on the three mammalian 
transfonrniuj growth factor beta proteins (TGFjis 1, 2, and 3) 
have implicated these growth and differentiation factors in 
the function of nearly every cell type studied. Expression 
studies indicated unique and overlapping expression of the 
three TGF&s (27, 28*. For example overlapping protein local- 
ization was found in all gut epithelia, all layers of the skin, all 
three muscle types, kidney tubules, lung bronchi, carti) age, and 
bone (Tabic 1), Together with the fact that all three TGFfts sig- 
nal through a common TGF type-II receptor (Figure 1}, these 
data strongly suggest considerable redundancy in function. 
Consequently, it is surprising that, of the >30 phenotypes of the 
three Tgfb knockout mice that wg have described (29-31), none 
appear i« be overlapping (Table 2), These- results indicate ex- 
tensive nonredundancy between TG¥$ Uganda even though 
there is considerable overlap in expression. Of course, these re- 
sults do not rule out the .possibility of some redundancy in some 
tissues- Combination of the ligand knockouts would uncover 
such situations, and it is likely that a few will exist* but 30 non- 
overlappingphenotyiHis for three Uganda strongly suggests 
that a vast number of their tactions are not redundant 

There are several possible explanations for how there can 
be so much overlap in ligand expression and yet so much 
specific ligand function. First, TGEfcs are seatsted as tutent 
peptides and roust be activated before they can bind recep- 
tors (32-35). The mechanism by which this extracellular 
processing occurs is not well understood and may be differ* 
eat for each TGFp. Heneu, ligand processing presumably de- 
termines some functional specificity for the three TGFpte. 
Second, there la a third type ofXGFp receptor, TGFfHtt, that 
can interact with ligand and receptor types I and II before 
cytoplasmic signaling can occur, though involvement of 
TGFpR3 is not essential for signaling (36-38). Association, 
with type III receptors is thought to enhance some TGFjiRl 
and 2rtigand interactions. Upon ligand binding, the serine/ 
threonine -receptor TGF0 R2 then associates with and p'hos- 
phorylates the transmembrane serine/threonine receptor 
TGF^El, which in turn initiates a phosphorylation-medi- 
sted. signaling cascade. Hence, combinatorial rcccptorAigand 
interactions will also determine functional specificity Third, 
signaling from TGFpRt can occur through two cytoplasmic 
signaling proteins called SMAD2 and 3 (39, 40) and, per- 
haps, through a third called SMAB5 (41). In addition, 
SMAD6 and 7 can also interact with the other SMADs to in- 
hibit signaling (42-44). Hence, differential SMAD protein 
interactions with transcriptional machinery will probably 
also determine functional specificity for the three TGFfl 
ligrmds. Finally, there may be several non-transcriptional 
signaling pathways for TGFps. For example, we have found 
that TGFpi-deficieot platelets from Tgfbl knockout -mice 
have unpaired platelet aggregation that can be restored by 
incubating isolated, platelets with recombinant TGFpl (un- 
published observations). Because platelets do not have a 
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Tlie ualvcfonot tmUbivdies used w««t specific for residues 4--19 pf'l OF(il 
and 2 and rcsiduiis of TGFfl3. Tha avidin^blntin system was used 
for suilning Data obtniniid fiom immunobtatochcmiepi study of P«Hon 
«t n\. {23). Hepiwlucwi from 7Vi« Journal of Cell fflolajtf, 1991,1.15:1 031- 
1105, by cqpyrijght porrowsiun of The fe^fcHer University Press. 

nucleus, there must exist 3 signaling pathway that is 
nontranscnptional. In sunsmary, given the complexities of 
ligand processing, receptor interactions, and signaling path- 
ways, it becomes clear why redundancy in TGFI, 2, and 3 
function has not been detected at the whole animal level, 
even though there is considerable overlap in expression of 

lies function with similar complexity, it is likely that, in the 
final analysis, little functional redundancy will, be found 
within gene families. 

Two striking examples of apparent functional redundancy 
are worth considering. The first involves myogenic genes, 
and the second involves retinoic acid receptors. Contrary to 
early interpretations, redundancy does not now appear to be 
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Figure 1 . TGFfJ signaling pathway. The TGFp Itgandn, TGF£1 (pi), TGF02 <|52), and TOFp3 (fS3) ( exist primarily in a latent form in vivo 
and are activated by mechanisms not yet clear. In general, TGF(32 interacts with a TGFp type III receptor (RIII) before interaction with 
TGr'p type H (BID and TGFp type I <RI) receptors; whereas, the TGFp I and TGFp3 hgands can interact directly with the type II receptor. 
The %arir! receptor complexes can then associate with several cytoplasmic molecules, iariidsyt protein transferase (FPT) and FK506 
binding pyotein-12 (FKBP-12), being two potential examples. The rcccptordigand complex signals to the nucleus through threonine/ 
serine phogphnryiniiorj of a aeries of'SNfAD proteins (related to the DrnsophUa "mothers against decapentaplegic* protein) which then 
elicit firaasciptitmal regulation of extacel hilar matrix, cell cycle, differentiation and growth factor receptor genes, The roles of Die associ- 
ated cytoplasmic molecules FP? and FKBP-12 are not clear but are thought to involve RAS pathway signaling and modulation of signal- 
ing through the SMAD proteins. 



the case for two of the myogenic genes known to he essential 
for specification of vertebrate skeletal muscle. Myod and 
Myf5. Even though the individual knockouts have muscle, 
and only the combine*! krmtskouts do not h&vo muscle (45), it 
is now clear that each gene functions in the specification of 
distinct muscle cell lineages, Consequently, in the absence of 
one source of rnugcle cells, the* other source may compensate 
for that (46, 47). This should be termed developmental com- 
pensation, rather than gene redundancy. On the other hand, 
with respect to retinoic acid receptors, there is also good evi* 
den ce for functional redundancy. Similar to the myogenic 
iienes, retinoic add receptor gene knockout mice have few 
ph enotypes, whereas the combined knockouts have many 
phenotypes (48, 49). Whether this turns out to ha geno re- 
dundancy or another case of developmental compensation 
remains to be determined, 



Lack of phenotype: As is the case for TGFp, there also is 
a multitude of reports indicating that the F&Fs 1 and. 2 have 
important roles in numerous cell types and tissues. Conse- 
quently, when the Fgf2 gene was knocked out by gene tar- 
geting, it was quite surprising that thm* was no obvious 
phenotype (50), The Fgf2' h animals live a long, healthy life, 
and fertility and fecundity are normal. Even the pituitary 
gland, which is the best source of FGF Z v appears not to have 
morphologic defects. The only evidence for any developmen- 
tal abnormalities is found in hematopoicsis (50), where 
blood platelet counts are high, and in the cerebral cortex (51, 
52), where morp ho metric analysis revels decreased call 
density. Clearly, these abnormalities arc minor, compared 
with expectations. This was all the more evident because our 
transgenic mice, in which the human FQF2 gene was ubiq- 
uitously overGxpressed by the ph osphogly cerate kinase pro- 
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'See TabSn 3 far backenmnd dependfliwy of *iu>ctaMit fteiotypcs, 
'•Destri-bed in rcferancca 64, S7. . 
Httjftiffr to percentage peiwitnuiwt amsng animal* ehttfe survive w »s*m. 

'DetiiiU oa the musing pfcennlypea can be hmiicl in the text and m rel- 

motor (53*, had very short legs, suggesting an important rote 
of FGF2 in bone development, yet the bones of the knockout 
animals were normal. This apparent discrepancy between 
the transgenic and knockout mica indica tea that some other 
FGF signals through the same FGF receptor as does FGFS, 
and that this other FGF is the true lignnd that is important 
in Tjone- development. Another possibility is that there is ^de- 
velopmental compensation* by alternative mechoniams. I* 
other words, the absence of FGF2 may cause developmental 
abnormalities during bone development that are then com- 
pensated for by another developmental pathway. This alter- 
native would not necessarily- require a different FGF to be 
involved. 

After we hud made our first analysis of the F#/2 knockout 
mouse and did not find an obvious phenotype, it was easy to 
explain the "lack of pbenot#pe w by invoking redundancy be- 
cause there are at least 18 known J%/gencs, But in hind- 
sight, it now appears more likely that all members of this 
large gene family have specific functions, even though they 



signal through receptors encoded by only four receptor genes 
(54) In F&fi knockout mice, evidence was not found for -up- 
regulation of the two ligands most afcructvrelly related to 
FGF2 namely, FGFs 1 and 5 (50). .Also, genetic combination 

of Fgf2 »« d ^ (50) did n6t mveal reduisdl,ncy bet * 0cn 
these similar genes. In addition, further analysis of the 
mice revealed roles being played In bematopcnesis and 
vascular tone control (50) as well as in brain development 
and wound healing (51, 52). Finally, in addition to Fgfr 
Fgfs 3-5 7, S also have been ablated by gene targeting, re- 
vealing functions in proliferation of the inner ceil mass 
{Fgfft gttStrulaUon and cardiac, craniofacial, fore- 
brain midbrain, and cerebellar development (PgfB) (56); 
brain'and inner ear development fffcp) (57, 5S); and two 
aspects of hair development (FgfS and 7) (59, 60). Tb date 
comparison of Fgf knockout phenotype* from 6 i of the IS 
Fgf genes has not turned up overlap except possibly in the 
cerebellum. Together, thee* results indicate that each 
gene has important unique functions. Although a few re- 
dundant functions may eventually be found on combina- 
tion of Fgf2 with all other Fgfs except Fgf5, it is clear that 
6 of the 1% Fgf genes studied by gene targeting have been 
associated with essentially unique knockout phenotypes. 

To summarize, what originally appeared as "lack of pheno- 
type* led many of m to the premature conclusion that other 
FGFs must have functions redundant to those of FG*2. 
However, further analysis of Fg{2 knockout mice has since 
revealed a wealth of unique functions ranging: from thromb- 
ocytosis and vsscuJar tone control (50) to brain development 
and wound healing (al, 52). It k my expectation that further 
physiologic analysis of the FgP knockout mouse will reveel 
functions in tlie hypertrophic response to hypertension and 
responses to isdiemia/rcpertekm injury and bone injury In 
the fmal analysis, it is likely that the major roles of FGF3 
may have less to do with getting us to birth than with keep- 
ing us alive after birth, whereas several other FGFs clearly 
have developmental rolea. 

Effects of genetic background on phenotypie varia- 
tion: From 100 years of mouse genetics, it has become clear 
that genetic background plays an important role in the sus- 
ceptibility of mice to many disorders. Therefore, the pheno- 
types of knockout mouse strains will also have genetic 
background dependencies, as was first documented by the 
Magnuson and Wagner groups (6.1. 62) ; The T M fhl knockout 
mine are an exceptional etise in point (Table 3). On. a mixed 
(50-50) 129 x CF1 background (CFl is a partially outbred 
strainK about half of Tgfbl knockout mice die from a preim- 
ptantation developmental defect (63), and the other half die 
of an autoimmune-like multifocal inflammatory disease at 
about weaning age £29). If the targeted Tgfbl allele is hack- 
crossed onto a C57BU6 background, of* 11 knockout 
animals die of the preimplantation d«recK63), However, if a 
Tgfhl knockout allele is put onto a mixed 129 x NIH/Ola x 
C57HU6 background, embryo lethality is observed during 
yolk sac development, not during preimplantation develop- 
ment (64). With reapecfc to the multifocal inflammatory dis- 
order of Tgfbl knockout mice, if the targeted allele is put 
onto a 129 x CF1 mixed background (50:50), severe inflam- 
mation exists only in the stomach (29); on the mixed 129 x 



140 



27 



Special Topic Overview 



Table .1. Background dfljwndoncy ofW&* knockout phenctypgs 



Wienotype penetrants m various strains (%\ 
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Pre implantation leifeaiity 50 N T D 
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Autoimmune dfaroro 50 30 

Gits trie Inilamjunttou StH- 20'' 

Intestinal inflominntion 0 ^Q" 

C olon earner* ND ND 

Percentage of knockout animals of a given siroin thas liavo the design nfced jihenDLype. 
•For details, sec rorercnecs 64, 67, 

^Approximately 10a of ammaia with autoimmune dttwa*Q 'have na detectable gnsfcrointiailntti tract mn&nimauon. 
'Unpubiialied ob&ervjieions. 
KD = not .determined. 

NIH/01& x C578IV6 background, the intestines are more se- 
verely inflamed than is the stomach (65). Finally, on a pre- 
dominantly 120 background (129 x CF1; "97:3), Tgfbl 
knockout mice develop coloa cancer if the inflammatory dis- 
order can be eliminated by other genetic manipulations that 
render the mice immunodeftcient {unpublished observa- 
tions), However, on a predominantly C3H background, im- 
nnmodefkient Tgfbl knockout mice do riot develop colon 
cancer (66). These results suggest that modifier genes exist 
that can significantly affect the function of TGI^l in preim-, 
plantation development, yolk sac development; bowel and 
gastric inflammation* and colon tumor suppression. 
Progress toward localising a modifier gene for the yolk sac 
developmental problem has been made (67), 

What is the best genetic background for knockout 
mice? Because background-dependent phenotypic variabil- 
ity will likely be found Tor most knockout mice, it will be use* 
ful to hackcross a targeted allele onto several mouse 
backgrounds to make congisnic strains. In this section, it will 
be argued that putting a targeted allele on a mixed strain 
background will also provide useful information. This is not 
to say that coagenic strains are not useful. Rather, the point 
to be made here is that there also are benefits to looking at 
mixed strain backgrounds. Again, our experience with Tgfb 
knockout mice will be instructive. 

Generating homozygous mutant knockout animals on a 
mixed genetic background is faster. The ES cells are nearly 
always from a 129 strain, and the blastocysts into which the 
targeted ES cells aro injected are nearly always C57BL/S. 
For reasons unknown, this is a good combination for estab- 
lishing germline transmission of the injected ES cells. The 
resulting chimeras can then be crossed with any strain de- 
sired, b«t 120, C57BI/6, or Black Swiss mice* are most often 
used, and CF1 mice were used in the case of our Tgfbl 
knockout mice. Heterozygous offspring from this crossing 
will then be inbred 129 or Fl hybrids of 120 and one of the 
other strains. Clearly then, the quickest route to having: the 
knockout allele on an inbred strain is through 129. For the 
other strains several generations of backcrossing is re- 
quired, which can take well over a year. Unfortunately, 
strain -129 mice have low fertility and fecundity. Conse- 
quently, the number of offspring per litter is usually fewer 
than six. Although 129 x C57BL/6 hybrids are more robust, 
upon backcrossing onto C57BL/6, litter size decreases. r Vb 
the contrary, the Black Swiss and CF1 a train** are robust, 
and litter size often is in excess of 12. The reason for this is 
probably because they are not truly inbred strains, bat 



ND 

m 

NO 

0 
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rather are partially outbrcd through random breeding 
within their respective strains, Therefore, one of the choices 
one lias is to stay with fc pure* genetics at the expense of a 
lower production rata and considerable delay before genera- 
tion of experimental animals, or sacrifice some genetic pu- 
rity to obtain a more efficient production colony Ideally, one 
would want to do both, but this often is too expensive. 

Mixed* genetic background knockout mice often have a 
wider range ofphenatypes. The Tgfbl knockout mice back- 
crossed onto either the 129 or C57BL/G background 
(congerdes) yield only embryo lethality (63, unpublished ob- 
servations). On the other hand, when the knockout allele is 
maintained on mixed genetic backgrounds, embryo and 
adult phenotypes are maintained. 

The Tgfb2 & Tgfb3 knockout mice provide further ex- 
amples. The Tgfb2 knockout mice have more than two dozen 
congenital defects and die either immediately preceding or 
during birth, or within 2 h thereafter (30). table 2 indicates 
that most of the phenotypes are only partially penetrant. 
Though it is not documented, it is likely that the penetrance 
of some of these phenotypes would increase to nearly 109%, 
and some of the other phenotypes would disappear were we 
to put the Tgfb2 knockout allele on inbred backgrounds. 
H'enco, the mixed strain background probably provided, more 
information than would congenic strains. 

The TgfbS knockout mice have a cleft palate (31). One 
colony of TgfbS knockout mice was loft as a mixed back- 
ground (129 x CFl; 50:50) strain , whereas another colony 
was backcrossed several generations to the C57BL/6 strain. 
These two colonies had considerable expressivity differ- 
ences; the inbred colony had more severe defling than did 
the mixed background colony In the latter, expressivity of 
clefti ng varied widely from animal to animal This variable 
expressivity within the mixed background, colony provided 
us with the opportunity to obtain far more data on develop- 
ment of the cleft palate and was, therefore, more useful for 
making assumptions about the cellular and molecular 
mechanisms by which TGFJ53 supports palate fusion. Hence, 
using theXg/&3 knockout mice, the mixed strain background 
provided more information than did the congenic strain. 
Consequently, a wider range of penetrance and expressivity 
of phenotype is a major advantage of investigating knockout 
phenotypes in mixed background colonies. Further, variable 
penetrance of phenotype in a mixed background colony sug- 
gests that there are modifier genes for each phonotypo that 
could he obtained by linkage studies. 
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Conclusions 

Questions have been addressed that arose From the last 8 
veara in which knockout mice have been investigated to ana- 
lyse gene fiinction at the whole animal leveL These questions 
concern, gene redundancy apparent lack of phenotype in a sur- 
prising number ofknockout strains, and eflects of genetic back- 
ground on knockout, phenotype. Using data obtained 
principally from 1"gfb and F^ knockout mice, it is argued that 
there is probably little redundancy in the genome C.e. ( that few 
genes are dispensable for survival of the species). Apparent 
lack of phenotype more likely reflects our inability to ask the 
right questions, or our lack of tools to answer them, than it does 
a true lack of function. Finally, discussion of gen«t& "back- 
ground phenotype variability, including variable penetrance 
and expressivity, was used to present some of the advantages of 
working with mixed genetic background colonies of knockout 
mice, For all the examples given here, there are counter ex- 
amples that must be taken seriously; consequently these argu- 
ments must not be taken as absolutes, for example, if agenein 
a. particular mouse strain has recently been duplicated, it will 
most likely be redundant, tf one is studying tissue rejection in 
a knockout mouse, the genetic background obviously .must be 
well defined and preferably inbred. On if one wants to use the 
susceptibility of a particular mouse strain, to cancer to investi- 
gate the taction of the knockout gene in progression of that 
cancer, the knockout allele must be put on that mouse strain. 
In general, however, when setting up approaches for investigate 
big a new gene knockout mouse, 1 believe one would hn well 
advised to assume that: there U little gene redundancy in 
mammals; tJiere arc knockout phenotypes even if none are im- 
mediately apparent; and investigating phenotypes in mixed 
genetic background colonies may not only reveal more pfreno* 
types, but may lead to better understanding of the molecular or 
cellular mechanism underryingthephenotype, and may lead to 
modifier gene discovery. 



Acknowledgements 

I thank all the roerabers of the Oqetschman lab for their intel- 
lectual stimulation, for the cen stent generation of exdting experi- 
mental results, and for their ability to become intrigued rather 
than discouraged when those results are not what whs expected. 

The work discussed hero was supported by grant no*. HD26471, 
HL58&U, HL41496, ES05652, B80&O98, and AR44Q59 to % P. 



References 

1. Mansour, S. I* 1990, Gene target iag in murine embryonic 
stem cells: introduction of specific alterations in to the mam- 
malian genome. Genet. Anal- Tech. Appl. 7:219-227, 

2. Koltcr, B. It, and 0* Smithies. 1992. Altering genes in 
animals by gone targeting. Ann. Rev, Immunol. Ite7 05-730. 

3. Bradley,' A., R. Ramirez-Sol is, H. fcheng, et aL 1902. 
Genetic manipulation of the mouse via gent? targeting in 
embryonic stem cells. Cibo Found. Symp. 165:255-269- 

4. Doetschman, X 1994. Gene- transfer in embryonic stem 
cells., p. 115-140. In C. A. finkert Ccd.K Transgenic animal 
technology: a laboratory handbook. Academic Press, lnc, f 
New York. 

5- JaenUch, R. 1988. Transgenic animals. Science 240: 
1468-1474, 

6. Hanahnn, D. 19S9. Transgenic mku as probes into com- 
plex systems. Science 246:1205-1275- 

142 



7 Duetschman, TV, P. Williams, and N. Maoris 1988. Estab- 
lishment of hainster Wasl^st-derived eaibryonic stem (ES> cells. 
Itev. Biol 127*224-227. 

8. lannaceone, P. M, G. U. Taborn, R. L. Garton, el aL 1934 
PLurlpoient embryonic stum cells from the tat are capable; of pro- 
ducing chimeras. Dev. Biol ie&288-292. 

9. Graves, K. H., and R. W. Moreadith. 1993. Derivation and 
chajracterizatton of putative pluripotenti al embrynuic stem cells 
from prdmplantation rabbitemhryaa.Mot;Reprod. Dev. 36:424- 

10. Schoonjuns, L. a G. M. Albright, J, L. Li, et aL 1996 
PlttHpofcential rabbit embryonic stem \.E&) cells are capable of 
fanning overt ccai colur chimeras following injectiouinto blaato- 
cyatB. Mol Reprod . Do v 4 45:439-443. t 

1 1. Wheeler, M, H, .1994. Development ami validation of swme 
embrvonic stem cells: a review. .Reprod* Ftert£.L Dev. 5:563~56S, 

12. Shim, H„ A* Gutf arrea-Adan, U R- Chen»*f" aL 1997. taola- 
Hon of pluripotent &tam colls from cultured porcine primordial 
perm cells, Biol . Reprod. 57ilt>89-l095. 

13. Piedrahita, J* A,K- Moore, 8. Oetamn, 1998. Genera- 
tion of transgenic porcine chimeras using primordial germ cell 
derived colonies!- Biol Roprod. 5$:1£21-1 3£9. 

14. Chemy^ltA^ % M. Stokes, <l Merel et al. 1994. Strategies 
far Hie isolation and cboracteriwtfion of bovine cmhi-yooJc stem 
cells, Rfiprod. Fertil. Dev. 6:568-575. 

15. First, U M. M. Sims, & .'ft Park, tit aL 1994. Systems far 
production of calves from cultured bmdttc embryonic cells* Reprod. 
FerdlDiiV. 8rf553-562. . „ 

16. Stm, i. F C. S. Bradford, and 11. W. Barnes. 1995. Feeder cell 
cultural fur zebrsiish embryonal cella in vitro. Mai, Mar, Biol 
Bfotechnot. 4:43-^0. 

17. Vftlai«!iiiS,V^ondO.Smithte*l991/itestwgan"in»out fear- 
^tlng procedure for making Rubtle genomic modifications in 
mouse embryonic atem cells* Mol Cell Biol. 11:1402-1408. 

IB. Hasty, P., Ramiress-SoWs, R- Kramtawf, et aL 199L intro- 
duction of a subtle mutation into the Hnjt-2.fi locus in embryonic 
stem cells. Nature 350:243-246. 

19. Askew, G. K.» T. Doetschman, and B. Lingrel 1903. 
Sito- directed point mutations in embryonic stem cells: a gene- 
targe ting tag-and-exchfioge strategy. Mol Cell Biol 13; 
4115-4124-, 

20. Gu, H„ Y. rt Zou, and K. H^iewaky. 1993. Independent con- 
trol of .iflraiunogtobulin switch TEcomhinatioii. at indivwhjal switch 
regions evidenced through Cre-loxP-mediated g^ne t&rgctiDg. Cell 
73:1155-1164. 

21. Gu t H., J. 1). Marth, V, C> Orhart, et aL 1804. Deletion of a 
DNA polym^nssB beta gam segment m T cells using cell type- 
spedfic gene; targeting. Science 2&5:iOU»40l>. 

22. Schwcnfc, U. Baron, and K. B^ewsky. 1995, A cre- 
transgunic mouae stain, far the ubiquitons deletion of InxP- 
nanked gene segments including deletion in germ tells. Nucleic 
Acids Res, 23:5980-5081 

23. FishjllflJl, G. t, M. I. KEipIaa, and P. WU ButtHcIi, 3 994. Tct- 
racycliitc-regulated cardiac genu ti^dressson in vivo. J. Clin, ln- 
ve«L«S:lB64-l«68. 

24. Shoekctt, P., M. DiTtlippan tonio, N. HeUman, et aL 1.995. A 
rnouifiedtetTecjcline-regulated syslx>m provideG nulowgulatoryi 
inducible gens expression in cultured cells and transgenic mice. 
Prec Natl Acad Sd.USA92:(i522-5526. 

25. Kuhn, it, F, Schwerik, M. Airuet, et aL 1995. Inducible gene 
targeting in mice. Science 269:1427-1429. 

26. No, D. t X B Yao, and R. M. Evans. 1996. Ecdysoi^-ind ucible 
gene expression in maiiiiafe cells and transgenic mice. Prnc. 
Natl AcudL Sci. USA 93^3346-3351. 

27. Pelton, R. W., B. I. Hagan t 0, A. MUIer, et at. 1990. Difteren- 
tinl expression of genes encoding TGFs bcUt 1, beta 2 t and beta 3 
during murine palate formation. Dev. Biol .14.1: 
456-460. 

28. PeUan, R. B. SaXisna, Of. Jones, et aL 1991- Immunohis- 
tochemical localSsntion orTQFftdto 1, TCF6e/cr 2, and TGF teta 
3 in the mouse embryo: expression patterns .suggest mut^.pte 
roles during erabryenu: ueveloprnent J. Cell Biol 115: 1091-11 0f>. 



29 



Special Tbpic Overview 



29. Shall, M« At, I, Ormsby, A. R. Kier, *f a/. 1992. Targeted 
dixirvptaon of the amuse transforming growth £ac:tor'6<^a 1 gene 
rosnits in multifocal inflammatory disease. Nature HSOx 
693-699. 

30. Sanfnrd, L. P M 1* Ormitby, G. A, G ifctenbergmMte, et aL 1997 ; 
TGFdeto 2 knockout mice have multiple developmental defects 
that are nan -overlapping with other TGFbata knockout pheno- 
types. Development 124:2659-2670. 

3 1 . Proefezel, G,, S.A. Pa wl ourtfki, M. V. Wiles* ^ a/. 1005. Trans- 
forming growth fartur&to 3 is required for secondary palate 
fusion. Nat. Genet. 11:409-4.14, 

H2. Flaumenhaft, E., M- Abe, Y* Sato, e/ a/. 1903. Role of the 
latent TGV-beia binding protuin in tlic activation oflntent TGF- 
beta by co-cultures of endothelial and smooth muscle celte. 
J, Cel l Biol. 120:995-1002, 

•13, Muntfer, J, J. G. Harpcl, F, G. Giancotti, e* aL 1998. In- 
teractions between growth factors and mtegrins: latent forms of 
transforming- grmvth fector4t*to arc ligan&s for the integrity 
vtptm, beta Mol. Biol. Cell 9:2627-2638. 

M. Mun#er> *f* & t ,J> G. Ilarpel, P.E. Glcizes, ctaL 1007, Latent 
transforming jnwth factor-beta: structural lha Ut res and mecha- 
nisms of activation. Kidtu>y Int. 53 i\ 376—1382, 

35, Numts, I., P. E. Gtoiztis, 0. N. Mete, & aL 1907. Latent 
era as forming growth factor-tax tr binding protein domains in- 
volved in activation and transglutaminase-dependent cross- 
linking oflatent transforming growth factotum, J. Celt Bio!.. 
13G;3151-I16& 

3£>. Cheifetz, S., T. Bel too, C. Cttlos, «/. 1992. Bndogiin is a 
component of the transform ing growth factor-fefn. receptor 
system in human endothelial coll a. J. Bio). Chem. 267;: 

37. Uunarre, J, t J. Vasudevan, and & L, Gonias. 1994. Plas- 
m.in cleave* heteglyc&n auci releases a 60 ki)a transforming 
growth factor-beta complex from the cell surface. Biachem. J. 
302:199-205. 

38. Sankar, S M N. Mahooti- Brooks, M. Centre Ma, er aL 1995 . 
Expression of transforming growth factor type 111 receptor in 
vascular endothelial cells .increased their reaponaivencaa to 
tran forming grawtfe. factor beta 2. J. BioL Chem, 270:13567- 
13572. 

39. Heidin, C. II., K. Miysusono, and P. ten Dijke. 1997. TGF- 
bvia signalling from coll membrane Lo nucleus through. SMAD 
proteins. Nature 390:465-471. 

40. Kreteschmar, M., und J. Ma&gague. 1996. SMADa: media- 
tars and regulators of TGF4efo signaling, Curr. Opin. Genet. 
Dev. 8:103-111. 

41. Bruno, E., S. K. Horrigan, D. Van Den Berg, ef aL 1998. 
The SiuadS gena is iavolvud in the intracellular signaling 
path way? that mediate the inhibitory efft&ta of transforming 
growth facta r-bet a on human hematopeiesi^ Blaod 91: 
1917-1923. 

f!2. Afrakhte, M., A- More a. S. Jossan, et aL 1998. faduction 
of inhibitory SmadG and Smad7 aiRNA by TOF-beta family 
.members, BioGhern. Biophys. Bes, Comram 3*1 9:50^-511. 

43. Nakaynma, T., H. Gardner, L. K. Berg, at *L 199$. Sinadfi 
functioas as an intracBllukrantagaaistof same '\XjW4>ftia fam- 
ily rti£E»h«r$ during Xenopus embryogeaesis. Genes Celle 
3:387-394. 

44, Uohi $m M* Landstrom, A. Herma n *»on» at aL 1098, Trans - 
forming growth factor beia 1 induces nuclear export of inhibi- 
tory Smad7. J. BioL Chem. 273:29195-29201. 

4i>. Rudninki, M. A., P. N. Sdhnegeltiberg, R. H. St<ead ( et aL 
1993* MyoD or Myf-5 is ret{siirt>d fur this formation of skeletal 
masele, Cell 78:1351-1359. 

4fl. ECablar, B M K. Krastel, C. Ying, et aL 1997. MyoD and Myf- 
5 diitcroatiolly regulate the development oflimb versus irvnh 
skeletal muscle. DaveiopKient 124:4729-4738. 



47. Ordahl, C P, t and B. A, Williams. 1998, Kiiowing chops 
from chuck: roasting rayoD redundancy Bioessuyii 20^57-362. 

4fl, Lohncs, D., M, MwU, C. ;Mcndelsohu f aL 1994. Func- 
tion of the retinoic acid receptora CRABa) duj-ing development 
(1). Craniofacial and hiatal abnormalities in BA.B double 
mutants. Devolopaittnt 120:27 2 3-274S, 

49. Mendelsohn, C M D. Lohnes* D. Donuno, at aL 1994, Func- 
tion of the retinoic acid receptors (BARs) during development 
(ID, Multiple nbaormalitias at various stages of organogen- 
esis in HAB double mutants. Development 120:2749-2771. 

50. Zhov t M M BL U SuUifT, R. J. Paul, et aL 1998, (Tibroblast 
growth factor 2 con tro I of vascular tone. Nat. Med. 4:201-207, 

5L Ortegn, M. Ittmann, S. IL IVsang, et aL 1998. Neuronal 
defects and delayed wound healing in mice lacking fibroblast 
growth factor 2. Proc. Nat]. Acad. Sci. USA.»5;5672-fili77. 

52. Dono f B., G* Texido, R- Dusaol, et at. 1998. Impaired cere- 
bral cortex development and blood pressure regulation in FGF- 
2-dcficient-nw*. BMBO J. 17:4213*4225. 

53. Coffin, JT. D. ( B, 2. Florkiewict, J, Ncumnnn t ^* aL 1995. 
AJbEiormal boae growth antl selective Lraaslatiomil regtilauon 
in basic fibroblast growth factor (FGF-2) transgenic mice, MoL 
BioL Ceil 6::i.8Cl-lS7:k 

54. Orn iU f IX M. f J. Xu, J. S. Colvin, et at 1996. Receptor speri- 
ficity of the Hbrohlast p-owth factor family J. Biol, Chem. 
271:15392-15207. 

55. Fektman, »», W. Pnueymirou^ V. E. Papaioaunou, et aL 
1995. Requirement of FGF-4 for postimplantasioa mouse de- 
velopment, Science 2H7:24<i-249. 

56. Meyers, & N*> M, tewandoski ( and G> R. Martin. 199S. 
^Vn FgfS mutant allelic serins gentjrated by Cre- and Pip-me- 
diated recombination, ^at. Genet 18:136*141. 

57. Mansoun S. t. t .1. M, Goddard, and .M. It €ap«ccbi Vj ( M 
Mite homozygous for a targeted disruption of tho pv-oto- 
oncogerjtc int*2 have developmental defects in the tail and m- 
aerear, Development 117:13-28. 

6S. McKay, 1, *K J. l<ewis t and A. lAtrastlen. 1995. The role of 
FGF*3 ia early ianer ear development: an analysis in normal 
and kreieier mutant mice. Dev. Biol 174:370-578, 

59. H^bert r JT. M* t T. Knsenquist, JT. Got^t, i>/ at. 1994, KGF5 ^ 
a regulator of the hair growth cycle: evidence from targeted 
and spontaneous mutaticmj?. Cell 78:1017-1.025, 

60, Guo, h+t U De^enatein, and E> Fuchs. 1996. Keratinocyte 
growth factor ig required for hair development but not tor 
wound healing. Genes D^v. 10:165-175. 

6 L ThreadgiU* W. t A- A. Plutos^, L. A. Hansen, et aL 1995. 
Targeted disruption of mouse EG F receptor: effect of genetic 
background on mutant pbenotype. Science 269:230-234. 

62. Sibititi, M M and E. F* Warner. 1995. Sferaiii-de pen dent epi- 
thelial defects In mice laclung the EGF receptor. Science 
260:234-238. 

63. Rallapur, S,, 1. Ormsby, and T. Doetiiehman* 1999. Strain 
depcudency of TOFpl function during embryo^eae»t6. Moh 
Reprod, Develop. 52:341-349. 

64. DicKsou, hi Cm 4> & Martin, F. RL Cousins, et «|, 1995. 
Deioctfve bacamtnpoieais and vasculogenesi.8 in transform- 
ing growth factor-^fa 1 knock out mice- Development 
121:1845-16o4. 

65. Kulkartii, A, B., C G. Huh, D. Becker, et uL 1993. Trans- 
formuig gmwth factor beta 1 null mutation in mice causes 
excessive inflammatory response and early death, Froe, Natl, 
Acad. ScL USA 90:770-774. 

66. Diebold. J., JW. tl* Eis, M. Yin, et aL 1995. EarSy-onset 
multifocal inflammation in the transforming growth factor 
fce^a l-itull mouse is lymphocyte mediated. Proe. Natl. Acad. 
Sci, USA 02:122 15-12219. 

67. Ikmyadi, M., S. A. Rusholme, F. M. Cou^ln^ et aL 1997. 
Mapping of u major genetic modifier of embryonic lethality in 
TGF beta 1 knockout mice. Nat, Genet. 15:207-211. 



143 



30 



DOCKET NOTIFICATION SLIP 



TO: PATENT DOCKETING 



Applicant: 
Title: 
Serial No: 
Filed: 
Docket: 
Due Date: 



Keith D. Allen 

Transgenic Mice Containing Melanocortin-3 Receptor Gene Disruptions 

09/903,395 

July 10, 2001 

R653/40338.175USU1 



^ Transmittal Sheet in duplicate containing Certificate of Mailing 

Request For Continued Examination. Please charge Deposit Account 13-2725 for the fee of $395.00 
^ Amendment 

^ Other: Spencer, NHGRI; Background on Mouse as a Model Organism 

Other: Austin et al., Nature Genetics (2004) 36(9):921-24, 921, Commentary - The Knockout Mouse 
Project 

^ Other: Doetschman, Laboratory Animal Science; April, 1999; 49(2):137-43, Interpretation of 

Phenotype in Genetically Engineered Mice 
^ Return postcard 



Express Mail No.: EV199952740US 
Date of Deposit: November 10, 2004 



JEBurke/mcn 



